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An αamylase inhibitor of Daifuku bean was purified by water extraction， salting out， 
DEAE-Sepharose ion-exchange chromatography and affinity chromatography by using α-
amylase binding Sepharose 4B column. 
Purified inhibitor shown single peak by the method of Disc-P AGE and isoelectric point of 
inhibitor was pH4.6 by the method of isoelectric focusing. 
But the inhibitor was composed of two subunits by the method of SDS-P AGE and the 
molecular weight of these subunits were 15，000 and 18， 000 respectiv~ly. 
The sedimentation pattern of inhibitor was complete single peak and the sedimentation 
constant of it was 3. 5. 
The inhibitor has high level of aspartic acid， serine， glutamic acid， valine and 
threonine， and the content of methionine is very low level and especially it does not contain 

























積のカラムを用いpH3.5~pH10 の carrier ampholine 
(LKB社製)を使用し，試料 20mgを40Cで72時間
1Wの定電力で電気泳動し，終了後カラム内容液を1.





ヨウ素法でで、行つた.即ち， 50mM NaCl， 5mM 
CaCh， o. 05 % T ri t 0n X -1 00を含む 25mM
PIPES (Piperazine-N， N'-bis 2-ethanesulfonic 
Acid)buffer(pH6. 9) 1. 4mlに酵素溶液0.2mlを加え，
更に， 0.4mlの2.5%可溶性澱粉溶液を添加して反応







は，上記反応系において 700nmでの吸光度差が， 1 
分間の反応時間当たり 0.01になる酵素量と定義した.




















Sephacryl S-200HR によるゲルろ過法 35)で分子量
を測定した.標準蛋白質としては，牛血清アルブミン
(分子量67，000)，オボアルブミン(分子量43，000)， 






































































47~50 画分に Single のきれいな peak が得られ，この
画分をDAI-Aとした. 100 0 
Number 
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を行った結果を Fig.6 ~こ示す. pH4"'-6のampholine














Powerら12)は，イ ンゲン豆について 4つの subunitの
存在を認め，糖との結合の相違によるとの報告をして



















Fig. 4. Sedimentation Pattern of DAI 
The protein concentration is 4 mg/ml. The 
direction of sedimentation is from left to 
right at 52，000 r.p.m. photograph was 













Fig. 3. Affinity Chromatogram of the DAI 
Affinity chromatography of the inhibitor separated by DEAE-Sepharose 
chromatography on an α-amylase bound Sepharose 4B column (1.0 x 15 cm). 
The arrow indicates replacement of the eluting solution. 
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Disc-PAGE Pattern of DAI 
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Fig.7. Fig. 5. Concentration Dependance of The 
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Fig. 8. SDS-PAGE Pattern of DAI Fig. 6. Determination of Isoelectric Point of DAI by 




absorbance at 280 nm 











































フィー ， Sephacryl S-200HRゲ‘ルろ過， αー アミラー
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Fig. 9. Molecular Weight Estimation of DAI by 
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